Introduction
Epidermal growth factor (EGF), a polypeptide with a molecular weight of 6045, induces a variety of biochemical events that can culminate in stimulation of DNA replication and cell division in many normal and malignant cells, including those ofhuman breast epithelium (Imai et at., 1982; Carpenter and Cohen, 1979) . The EGF receptor (EGF-R) is a 170 lD transmembrane glycoprotein found on many cell types (Carpenter, 1983; Adamson and Rees, 1981) , which can be divided into an extracellular domain that serves to bind the ligand, EGF or transforming growth factor a (IDFa), a putative short transmembrane domain, and an intracytoplasmic domain carrying tyrosine kinase activity (Downward et al., 1984) . Overproduction of the EGF-R has been detected in several types ofcancers (Pfeiffer et a!., 1989; Gullick et al., 1986; Yamamoto et al., 1986; Libermann et al., 1985) , including human breast carcinoma (Ro et al., 1988) . Kageyarna et a!. (1988) have shown that the EGF-R gene, when overexpressed, can function as an oncogene. EGF-R content is usually expressed at the highest level in the less differentiated breast cancer cell lines, such as MDA-468 (Filmus et signal. EGF-R mRNA was observed principally at the cytoplasmic level, on organelles involved in the protein synthesis process. Labeling was also located on the miaovilli which extend into the intercellular space, suggesting that some mRNA would be located in sites where EGF-R is utilized. Some mRNA was observed in the nucleus. This study demonstrates that post-embedding in situ hybridization, after quick freezing and cryosubstitution, is a powerful EM in situ hybridization procedure to study the expression of the EGF-R gene. (J Hiscochem Cytochem 39:1-6, 1991) KEY
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In situ hybridization; EGF receptor; BT2O cell line; Electron microscopy. al., 1985) and BT2O (Lebeau and Goubin, 1987 , 1989; Brangeon et al., 1988; Trembleau et al., 1988; Harris and Croy, 1986) , after (Escaig-Haye et al., 1989; Webster et al., 1987; Binder et al., 1986 ), or without (Morel et al., 1986 , 1989a the embedding of cells or tissue. The aim of this work was to localize at the LM and EM levels the mRNA coding for the EGF receptor in BT2O human mammary carcinoma cell line using 3H-, 35S-, or 32P-labeled cDNA probes.
Materials and Methods
Cell Culture. The 
Results
We Figure   2a ). The BT-20 cells observed in classical EM were not rich in organelles, and granular endoplasmic reticulum was rare ( Figure  3 ).
On the other hand, many polysomes were present. Hybridization at the ultrastructural level showed a selective label on various compartments of the cell ( Figure   4 4b) .
Cytoplasm was the most heavily labeled compartment ( Figures  4a-4c) .
Labeling seemed to be located on granular endoplasmic reticulum ( Figure   4a ) and also on the nuclear envelope ( Figure 4c ).
Many microvilli were present at the periphery of the cell ( Figure   3 ) where labeling was observed (Figure 4d ). Some silver grains were located on the nucleus ( Figure  4c) 
